. HeLa cells that are arrested in metaphase using ICRF193 have high levels of Bub1 and BubR1on the kinetochore which is lost after PKCε inhibition using the PKC ε isoform specific inhibitor Blu577. Mad2 intensity is low and cannot be rescued using the Dynein inhibitor EHNA. (A,B) HeLa cells were arrested using ICRF193 for 4 hours then treated with Blu577 for 20 mins and fixed and stained using an antibody specific to BubR1, ACA (centromere), Bub1 or Tubulin as indicated. Pixel intensities of chromatin region were quantified as shown (right). (C) HeLa cells were arrested using ICRF193 for 4 hours and treated with Blu577 ± EHNA for 20 mins as indicated. Cells were then stained with an antibody specific for Mad2 and DAPI. (D) Mad2 pixel intensities were measured in either prometaphase or in metaphase after treatments described above (mean ± SD) and (E) the proportion of each mitotic stage was scored to assess how EHNA treatment effects this distribution (mean ± SD). (n>70). (F) Cells were arrested for 4 hours using ICRF193 and Nocodazole was added for 5 minutes to assess whether Mad2 could still be re-recruited to the kinetochore after this treatment. For all pixel intensity measurements, n>10, repeated 3 times. All scale bars = 5 μm 
